Insulin/IGF1-PI3K-dependent nucleolar localization of a glycolytic enzyme -phosphoglycerate mutase 2, is necessary for proper structure of nucleolus and RNA synthesis
added to a final concentration of 10 mM for 1 hour at 37C to reduce disulfide bonds.
Samples were treated with iodoacetamide (final concentration 30 mM) for 1 h at ambient temperature. Trypsin (Pierce Biotechnology, Rockford, IL, USA) was added to each sample (1:30 v/v) and digestion was performed overnight at 37C. Samples were desalted on Harvard microspin C18 Vydac columns (Harvard Apparatus) and dried in a Speedvac concentrator.
All data were acquired on an Amazon ETD mass spectrometer (Bruker Daltonik, Bremen, Germany). Chromatographic separation of peptides was achieved on a Proxeon EASYnLCsystem, equipped with 10 cm long, 3m ReproSil-Pur C18 resin, 100 m fused silica column, and 2 cm long, 5m ReproSil-Pur C18 resin, 100 m ID precolumn. The LC system operated with mobile phases: solvent A (98:2 H 2 O:Acetonitrile (ACN)) (v:v), and solvent B (20:80 H 2 O:ACN) (v:v) both supplemented with 0.1% formic acid. Samples were loaded from a cooled (7C) auto sampler and separated with a linear gradient that was formed at a flow rate of 300 nL/min. It consisted of 100 min linear ramp up to 50% solvent B, followed by 75% B for 10 min, 10 min isocratic run at 75% B, and a 10 min isocratic run at 100% solvent A for system equilibration. The scan range was set to 300 -1500 m/z in the MS mode, and Additionally, all precursor ions with the observed neutral loss were subjected to ETD fragmentation, working with maximum acquisition time of 10 ms and reaction time of 100 ms. The maximum ETD precursor was set to 1200 m/z. LC-MS/MS spectra were analyzed using Proteinscape Software (Bruker Daltonik, Bremen, Germany). Peak lists were submitted to the Mascot Server 2.3 (Matrix Science, London, UK). Searches were performed using a database containing eleven sequences of PGAM isoforms [1] . Trypsin was selected as a sitespecific enzyme for digestion. The precursor ion tolerance was set to 0.5 Da (#13C=1) and fragment mass tolerance was set to 1. 
